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Results and Discussion
MEK1-Flag to interphase or ⌬90-cyclin B-treated extracts, and measured the rate of disappearance of radiolabel We chose Xenopus egg extracts as a source for purificafrom GST-MEK1-Flag. As shown in Figures 1D and 1E , tion of the mitotic activator of mitogen-activated or exthere was no measurable difference in the rate of GSTtracellular signal-regulated protein kinase1 (MEK1) and MEK1-Flag dephosphorylation in the two types of exp42 mitogen-activated protein kinase (MAPK) for several tracts. These data suggest that the MEK phosphatases reasons. First, egg extracts can be driven into a permaare not regulated during mitosis. nent mitotic state by the addition of nondegradable cyclins, which allows MEK1 and p42 MAPK to be activated fully ( Figure 1A ; see also [1, 10] and one that eluted at higher salt (200-300 mM NaCl, peak II) (Figure 2A ). Peak I was only detectable in M phase extracts, whereas peak II was present in both interphase and M phase extracts (Figure 2A ). This sug-*Correspondence: jyue@stanford.edu gested that peak I was likely to represent the activity that linked Cdc2 activation to MEK activation during M phase. We then set out to partially purify peak I. Three purification steps (Q-Sepharose chromatography, ammonium sulfate precipitation, and Superose 6 gel filtration chromatography) afforded good purification (185-fold) and good yields ‫)%08ف(‬ (see Table S1 in the Supplemental Data available with this article online). Moreover, the peak I activity gel filtered with an apparent molecular mass of approximately 25-45 kDa ( Figure 2B ). This eliminated Raf-1, A-Raf, B-Raf, and MEKK1-4 as viable candidates for the mitotic MEKK (they are larger) and raised the possibility that a monomeric form of the 39 kDa Mos protein might be the ⌬90-cyclin B-activated MEK activator. As shown in Figure 2B , Mos was detectable in Superose 6 fractions 13 and 14, the same fractions that possessed MEKK activity. We therefore subjected these fractions to immunoprecipitation with either a Mos antibody or a control immunoglobulin G (IgG). As shown in Figure 2C , the Mos antibody quantitatively depleted the fractions of their MEKK activity, whereas the control IgG did not ( Figure 2C ); this indicated that most or all of this partially purified MEKK activity was attributable to Mos.
We also partially purified the peak II MEKK activity and demonstrated that it represents B-Raf. Our characterization of Xenopus B-Raf will be presented elsewhere (J.Y. and J.E.F., unpublished data). Reuter and colleagues previously reported the bio-
Are the Mos Concentrations that Are Present in Interphase Extracts
